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2'-Azido-3'-O-(tert-butyldimethylsilyl)-5'-O-(4,4'-dimethoxytrityl)-2'-deoxycytidine (4).
The crude compound 3 (0.5 g, 0.53 mmol) which was dried under vacuum, was dissolved in THF (10 ml) and treated with aqueous ammonia (15 ml, 32%). The solution was stirred at room temperature overnight. The solvents were evaporated, the mixture was diluted with dichloromethane, extracted with water, dried over Na 2 SO 4 and evaporated. The crude product as yellow foam was purified by column chromatography on silica gel 
N

-Acetyl-2'-azido-3'-O-(tert-butyldimethylsilyl)-5'-O-(4,4'-dimethoxytrityl)-2'-deoxycytidine (5).
A solution of 4 (3.0 g, 4.90 mmol) in dry pyridine (8 ml) was cooled to 0°C under argon, treated with acetic anhydride (1 ml, 10.9 mmol), allowed to warm to room temperature and stirred for 90 minutes. The reaction was quenched by the addition of methanol (1 ml) and the solvents were evaporated. The oily residue was diluted with dichloromethane, extracted with 5% citric acid, water and saturated sodium bicarbonate solution, dried over 67.48 (C(3')); 81.73 (C(4')); 86.65 (C(1')); 88.42 (C(2')); 120.45; 123.65 (4-NP C(2) and C(6)); 129.92 (4-NP C(3) and C (5) (5) (5) Table 2 ): no siRNA, siRNA2, siRNA18, siRNA19, siRNA20; amounts: 0.12 nmol (1.5 µg) or 0.48 nmol (6.0 µg). The experiment showed stronger mRNA suppression if higher initial amounts of siRNA were used (6).
9-{N
2'-Azido-2'-deoxy-5'-O-(4,4'-dimethoxytrityl)-N 2 -[(dimethylamino)methylene]-O 6 -[2-(4-nitrophenyl)ethyl]guanosine (16). Compound
2'-Azido-2'-deoxy-5'-O-(4,4'-dimethoxytrityl)-N 2 -[(dimethylamino)methylene]-O 6 -[2-(4-nitrophenyl)ethyl]guanosine 3'-(2-chlorophenylphosphate) triethylammonium salt (17).
Supporting Figure 9 . Time-course experiment of gene silencing of the BASP1 mRNA with highly modified siRNAs. The siRNAs used in the experiment are (from left to right, for exact sequence see Supporting Table 2 ): no siRNA, siRNA2, siRNA18, siRNA19, siRNA20. The experiment showed significant suppression of BASP1 mRNA still after two days of incubation for both the unmodified and the highly modified siRNA duplexes. After nine days of incubation, high BASP1 expression levels recurred for all four duplexes tested (6). A N3 = 2'-azido-2'-deoxy adenosine, C N3 = 2'-azido-2'-deoxy cytidine, G N3 = 2'-azido-2'-deoxy guanosine, U N3 = 2'-azido-2'-deoxy uridine; A OMe = 2'-methoxy-2'-deoxy adenosine, G OMe = 2'-methoxy-2'-deoxy guanosine, U OMe = 2'-methoxy-2'-deoxy uridine; A F = 2'-fluoro-2'-deoxy adenosine, C F = 2'-fluoro-2'-deoxy cytidine, G F = 2'-fluoro-2'-deoxy guanosine, U F = 2'-fluoro-2'-deoxy uridine. All siRNA duplexes contain 2'-deoxynucleosides overhangs; in each row: first lane = sense strand in 5' -> 3' direction. second lane = antisense strand in 3' -> 5' direction.
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